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AMENDMENTS TO SPECIFICATION 


p/ease REPLACE the TITLE of the application as filed with the following: 

Culturing and Differentiating 
Human Embryonic Stem Cells 

The following amendments are made with reference to this application as FILED. 
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Please AMEND the paragraph on page 1. lines 13-17, as follows: 

This application is a continuation of U.S. Sat. No. 09/859,291, filed May 16, 2001 
foandinol. and claims - priority to - t h o . fo ll ow i ng patontapp l ications; U.S. Sor. No. - 6 Q /i75|S81 t fi le d 
Jan. 11,2000: l . f - S n Rff , Ml' wnn ^.7'1 ft « !l "* llin no orwviLO tw fin/aiq . Tan . fi l o d .I no . 
22. 2000; US Sor . M* Bn/Mryua - fiiart mi 7, onnn- n ft Snr . Mo. fifyaso.064 . f il od Ju l . 21.2000 * 
U.S. Sor. No. 0P/5BB.P31. f ; M in . onm j which is a continuation of PCTAJS01/01030, 
(designating the U.S.) filed Jan. 10, 2001, and published as WO 01/51616 on Jul. 19, 2001 
through which it claims priority to provisional applications U.S. Sar. No. 60/175.581. filed Jan. 11, 
pnOO: U.S. Ser- No. 60 / 213 . 740 . filed Jun. 22. 2000: U.S. Ser No. 60/213.739. filed Jun. 22. 2000: 
U.S. Ser. No. 60/216.3B7. filed Jul. 7, 2000: U.S. Ser. No. 60/220.064, filed Jul. 21. 2000: and U.S. 
Ser. No. 09/6flfl.031. filed Oct. 10, 2000 (now U.S. Patent No. 6.667.1761 . 

Please AMEND paragraph on page 16, lines 8-11 as follows: 

pPS cells plated in the absence of fresh feeder cells benefit from being oultured in a 
nutrient medium. The medium will generally contain the usual components to enhance oell survival, 
including Isotontc buffer, essential minerals, and either serum or a serum replacement of some 
kind. Particu l arly bonpfrH- in n -fait- boo* cnnrf i tionrtd . tn Bl i pply r . rimn of th e el omonta 

provided by The medium can be conditioned by culturing with another cell-p opulation. 

or it can comprise a synthetic mixture of factors that promote' growth of the hPS cells while 
inhibiting differentiation. 
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Please cancel or disregard ihe amendment to the specification made In the paper filed May 14,2004. 

Instead, please AMEND the paragraph on page 16, lines 26-32 as follows: 

If desired, conditioned medium can be supplemented before use with additional growth 
factors that benefit pPS cell culture. For hES, a growth factor like bFGF or FGF-4 is often used. For 
hEG, culture medium may be supplemented with a growth factor like bFGF, an inducer of gp130, 
such as LlF or Oncostatin-M, and perhaps a factor that elevates cyclic AMP levels, such as 
forakolin. Other types of pPS cells may benefit from other factors in the medium, such as stem cell 
factor (Steel factor, c-kit ligand), or IL-6. It is often beneficial to add growth factors such as bFGF or 
FGF-4 to the medium both before conditioning, and then again before using the medium to support 
the growth of pPS cells, it is recognized that the beneficial effects of fibroblast conditione d medium 
ara derived from soluble factors produced bv the embryonic fibr oblasts, and that synthetic mixtures 
having similar comoonants In various combinations may also be bepeficial. 

Please AMEND the paragraph on page 26, lines 20-24 as follows: 

The sequence data provides a general estimate of the diversity of the CDNA library, based 
on the number of independent genes represented. For instance, comparing the cDNA sequences 
to the UNIGENE collection /available at the website of the National Center for Biotechnology 
information ; httpr/iV**" 11 rif>h! rtlm nlh p ni,/l inirinnnrinHnv htmn allows assignment of a unique 
cluster identifier for most sequences. By comparing the number of assigned cluster identifiers to 
the total number of cDNAs evaluated, an estimate of the clone diversity can be achieved. 

* 

Please AMEND the paragraph on page 35, lines 35-42 as follows: 

The use of microarray in analyzing gene expression is reviewed generally by Fritz et al 
Science 288:316, 2000; "Microarray Biochip Technology", M. Schena ed., Eaton Publishing 
Company; "Microarray analysis", Gwynne & Page, Science (Aug. 6,1899 supplement); Pollack et 
al., Nat Genet 23:41,1999; Gerhoid et al.. Trends Biochem. Sci. 24:168,1999; "Gene Chips (DNA 
Microarrays)", L. Sh i at tho Intomot URL www,Gono - Chips»oofn from the we bsite bv Lemlna Shi. 
Ph.p . Systems and reagents for performing mioroarray analysis are available commercially from 
companies such as Affymatrix, Inc., Santa Clara CA.; Gene Logio Inc., Columbia MD., HySeq Inc., 
Sunnyvale CA.; Molecular Dynamics Inc., Sunnyvale CA.; Nanogen, San Diego CA.; and Synteni 
Inc., Fremont CA. (acquired by Inoyte Genomics, Palo Alto CA). 
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